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Protein prepn. by exo-bocterium secretion . involves host 
troniformotion by introducing recombined DNA into host bodertum 
cell 

C87 -010334 



A new method for the prcpn. of a protein by an extracellular 
bacterial secretion comprises: 

(A) constructing a vector contg. the promoter originated 
from an alkaline phosphatase gene and a gene coding the 
signal sequence under the control of this gene, and which 
can replicate in bacterium host cell; 

(B) a gene coding the foreign protein is Integrated In to 
this vector and the recombinant DNA is used to transform 
the bacterium host cell; 

(C) transformed cells arc cultured in a medium contg. 
inorg. phosphorus in ami. insufficient for the induction of 
protein synthesis and sufficient for the growth of bacteria, 
and then transferred to a medium to which inorg. phosphoi-us 
or a medium contg. it is added at a constant rate; ond 

(D) the foreign protein is recovered from the cultured 

liq. 
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USE /ADVANTAGE 

The protein is obtd. by a simple genetic engineering 
method. 

EXAMPLE 

The vector used is pTA 1529 (I) which is prepd. from 
pTA 529 and pHS 1. 

A gene coding humun-cpithcliol cell growth factor (U) 
Is combined with (I) to give recombinant DNA (111). E. eeli 
K 12 YK 537 is transformed by (III) to give transformed cells 
(IV). 

(IV) is cultured In LB medium and then in M-9 medium 
to give a liquid which is then passed through o Prep PAK 
column and then a DEAE-TOYOPEA RL column to collect the 
desired fraction (II ). ( !8ppW97LDDwgNo07 1 ) . 
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Steroid phosphoric ocid ester prepn. . by micrebiol conversion using 
Morlierello fungus 
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The process includes a »l*p In which a filamentous fungua belonging 
to Mortt'rella apeclea, and able to phosphatide a steroid cpd.. Is 
contacted with a steroid cpd. or lis alkaline melal salt. Subsequently, 
the phosphate of the steroid cpd. is recovered. 

USK • Prepn. of highly water-sol. steroid cpd. In an example. 6 1 
Ilq. medium contg. M g glucoae. 5 g peptone, 2 g yeast extract. 1 g 
KH2P04. 2 g K2HP04, 0.5 g MgS04.7H2O. 10 mg CaC12. 10 mg 
KeS04.7H2O. 10 mg thiamin* HC1. 1 JC tauroltlhochollc acid and 1 1 
water Is fed Into a 10 1 fermentor and Y 2-1 species previously 
cultured In the a*me medium snnaa above at 27 deg.C for 48 hrs. is 
Inoculated Into the medium and cultured at 27 deg.C for 3 days with 

irrtng at 300 rpm and aeration of 0.5 wm (pH: 7.7.51. Then, the 
cultured Ilq. Is cooled at 50 dcg.C and c«mtrlfug*d to give a clear 
supernatant liquor. It li paaaed through an Amberllte XAD-2 column 
and the abnorbed bed Is eluated by methanol. The eluate Is mixed 
with an extract of the centrtfujred solid and concenlra'cd In vacuo 
and absorbed on a Sephartex U120 column and it is elutrd by 
chloroform/methanol and then eluated by methanol, and the latter 



water-sol. fraction la cone, in vacuo to give 3.5 g solid. II la purified 
by a DEAE-Sephadcx A25 column and a XAD-2 column to give 2.1 g 
of Na uaurollth ochollc acid 3-phosphate. (7pp Dwg.No.0/0) 
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SANKYO KK *J6 1 280- 295- A 

06.06.85-JP-121479 (10. 1 2.86) C12p-4l C12r -01/01 
Opticolly octive hyd'oiyethyl oxetidinone derivs. prepn. • from 
opikolly tnoctive ocyloiyethyl o;eiidinone deriv*. uiing 
microorgoniimi or eniymoj 
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CM, 



(I) 



Optically active S-laclam cpda. (I; R,*H) arc produced by 
selective hydrolysis of raccmlc cpda. of formula (I) using a 
microorganism or an cniymc. 

OR, 

o^-^n, 

R , = opt. substd. ncyl; 

R, * opt . substd. i.lkyl. nlkcnyl, alkynyl . jiryj^ alkylthlo 

nikylsulphonyl. arylthio or nrylsulphony I or ocyloxy; ond 
R, = II or nj-oteciiv c £P. for N atom. 

UsK/AOVASTAC fc: 

Optically aclfvc 3- ( l-hydroxycthyl )- 2-azclldlnono derlv. 



8(7-01) D(5-C) 
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Is obtd. from optically Inactive 3-( 1-ncyloxyclhyl )-2-nzrt- 
Idlnone derlv. 

These opticolly active azctldtnonc dcrlvs. are tn>poriant 
Intermediates for corbapenem and penem dcrlva. which have 
antibacterial activity. 

MICROPRO AN ISM 

This may be chosen from bacteria, yeast and funtf: 
Dactcrla: 

Arthrobactcr simplex SANK 73560 (I AM IGOOl; 
Chromobnctcrlum violnccum SANK 72783 (ATCC 31532); 
Flavoboctcrlum cnpsulntum SANK 70979 (IFO 12533); 
Flavobaclcrlum mcnln^oscpticum SANK 70779 (1FO 12535);or 
Bacillus subtllls SANK 76759 ( 1AM 1069); 
YenM : 

Aurcobackllum pullvilans SANK 10S77 l ATCC 15:32): 
Candida albicans SANK 501 G'J (lit) (»r.x:»i: 
Pichia farinosn SANK r jRuC2 t l.AM 4:w:i): 
richla terricola SANK 51G8-I (11.113! KutMi: 
Hhodotoruln minutn SANK 5UH71 (HO ir.'32l; nr 
Sacchnromycea ccrevisine SANK OtiiLMIAM -I Tt i - J l ; 



Funpi : 
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Aspergillus nigcr SANK 13658 (ATCC 9142); 
Cliocladium rosoum SANK 10560 (FERM 8259): or 
Humicolo astoroidca SANK 14981 (FERM 8260). 

EVZYME 



This may be of microorganism or animal or plnnt cell 
origin, examples of which are: 

esterase (carboxylic-cstor hydrolase. EC 3.1.1.1. c.p. pig 
liver originated commercial prod. PLE); 
lipase (triacylglyccrol acylhydrolasc . EC 3.1.1.3. e.g. 
Aspergillus ory2ac or Aspergillus nipcr-originntcd commercial 
prot!. ); 

aminoncylasc (N- Amino acid aininohydrolasc . EC 3.5.1.14 
e.g. commercial prod, prepd. from Aspergillus genus of 
fungi ) . 

Commercially available low-cost crude prod, such as 
Takaritastasc (originated from Aspergillus oryzncl contains 
lipase and may he used ii: place of purified standard lipase. 



EXAMPLE 



OH 



CH 



\ 
ocn, 

dl-3.4-Trans-l-(4-mcthoxyphcr.y; )- Z- [i III" >- '.-ntvi \yeihyl|- 
-4-cthynyl-2-oz(Hidinono (GO mg) was .subjected to sk.iKcr. 
culture with Tichia farinosa SANK 5Sn02 CAM 43U3> .m 30<</ 
for 24 hrs. 

Culture liquor was extracted with ethyl ncctmc, and t»i>;d 
crude prod. (7G mg) was purified by silica gol Tl.C icycln- 
hcxanc /ethyl acetate = 1/1. U.V. l.-imp detection. Rf - Q.2'2) 
to give (21 mg) of ( 3S ,4S ) - 1- )4-Mcthoxy phenyl t-3-l( 1R )- 1- 
-hydroxycthyl)-4-cihynyl-2-azciidinone.(a) , f ) • -13j c <C-i. 
Cllci, ).(22ppW-G9LDDwgNo.0/0). 
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Biochemicol prepn. of opticolly octive phenoxy pheno«y P'Oponol - 
involves reading bocieriol esierose with opt. satd. organic corboxylic 
ocid eiter 
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Optical biochemical resolution of (♦•) «2-( 4phcnoxyphcnoxy ) 
propcnr-l-ol (I) comprises Interacting esterase produced by 
microorganism selected from the gp. consisting of Tteudomonas, 
Chromohactertum. Arthrobactcr. AlcallgcncB. Candida. 
Achromohacter. N'ocardla. Klavobaetcrium. Tolulopsls, 
Mrcvibaclcnum, Haclllus. Kscherichla. Micrococcus. MamenuU, 
Mueor. Corynebactcrlum. Mycobacterium, Saceharomyces, 
Thcrmomyces. Humlcola. Thlzopus. Aspergillus. Sln-plomyces. 
Grotrlrum. Trcoderma. Aclnelobactcr. Acrotnonai, Heauvcrla. 
i'.hodoiorula. Kntrrobacter. Penicilltum. Serratta, Krwjnla, 
.Staphylococcus. I'hycomyces. PropJonihaclerium. Metarrhlilum, 
rHcecilomyccs. SaccharomycopMs. Verlictlllum and X am^omonai. 
with organic M*C opt. satd. carboxyllc ack. ester of ( ♦•)•(!) lo 
resolve lo optically active (I) and IU anllpode estrr. 

Cultivation Is conducted at 20-40 deg.C (or 1-3 dayi in llq. medium. 
As esterase there are used culture liquid. cell» sejxi. frwm the culture 
llq.. crude esterase sepd, from the cells or culture filtrate, culture 
filtrate conip. esterase, purified esterase and cstcranecontg. extract 
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of concentrate. Reaction is conducted under shaking or stirring. The 
reaction temp. Is 10-70 deg.C. To keep the pH constant during the 
reaction, buffer such as solium phosphate and sodium acetate can 
be used. Use concn. of the substrate is 0.5-$0 wi. r A. prcf. 10 50 wl.*;;-. 
Prcf. 2-12C organic carboxyllc acid is used. 

ADVANTAGE . Process gives optically active (I) with very high 
optical purity, (llpp Dwg.No.0/0) 
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NOOA INST SCI RES *J6 1280-W-A 

04.06.85-JP.1197S2r/a/75o/Cl2q 01/26 GOln-33/50 
Determn. of omodori cpd. In e.g. soy touce - by ireo'ment with 
fructojylromino odd Oiidoid ond e.g. determn. of hydrogen 
peroi rde 

C87-010338 



Determination of Amadorl cpd. comprises treating a nq. conlg. 
Ama<lor1 cpd. with fructosylamlno acid oxidase in the pretence of 
oxygen, and detcrmg. the ami. of oxygen consumed in tne oxidn. 
reaction or detcrmg. hydrogen peroxide formed by the reaction. 

Kcagcnt for the determn. of Amadorl cpd. contains fructosylamlno 
acid oxidase. 

Amadorl cpd. Is that formed from aldose end alpha amlno acid, 
namely fruclosylalar.lne from glucose and alanine or 
hydroxyacctonylglyclne from glyceraldehyde and glycine. Sample 
llq. contg. Amadorl cpd. Is e.g. soy sauce, honey, etc. 
Fructosylamlno acid oxidase used Is pref. that obld. by cultivating 
microorganism, esp. bacteria belonging lo Corynebaclcrlum renus 
(e.g. Corynebaclerlum sp. No.2-31). The determn. of oxygen Is 
carried out by oxygen electrode, and that of hydrogen peroxide by 
colorlmclry. 

ADVANTAGE • The determn. of Amadorl cpd. can be easily 
carried out. Amadorl cpd. reflects the state of food (e.g. soy sauce) 
or infusion llq. during mfr. or storage. Amadort cpd. bound by 
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protein can be dclcrmd. after conversion Into Its free slate by the 
reaction with a suitable peptidase. This Is useful for the examination 
of diabetes mcllltus. (8pp Dwg.No.0/0) 
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